Add the reagents to 1x PBS to obtain the desired volume of blocking buffer
Probe Buffer: 2 mM MgCl 2 , 0.5 mM DTT, 0.05% Triton X-100, 50 mM NaCl, 500 μM ATP (for kinases), 1% BSA Add the reagent to 1x PBS to obtain desired volume of probe buffer Wash Buffer: 0.1% Triton X-100, 500 mM NaCl, 0.5 mM DTT, 50 mM imidazole (pH 7.4),2 mM MgCl 2
Add the reagent to 1x PBS to obtain desired volume of probe buffer Elution Buffer: 0.1% Triton X-100, 0.5 mM DTT, 2 mM MgCl 2 , 500 mM NaCl, 50 -500 mM imidazole (pH 7.4), Complete protease inhibitor cocktail -EDTA-free, Phosphatase inhibitor Cocktail 1, 1 mM PMSF (add just prior to use)
Before you begin, it is important to note the concentration gradient of imidazole (50 -500 mM) and to create separate tubes for each concentration (it is advisable to create the interval using 50 mM increments). Add the reagent to 1x PBS to obtain desired volume of probe buffer 3x YEP +6% galactose: Dissolve 30 g of yeast extract and 60 g of peptone in 700 ml of H2O, and autoclave. Add 300 ml of filter sterilized 20% galactose (wt/vol) Galactose should not be autoclaved
